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m m * 

[oooi] *mm&. m0£ftmz&^xmmt£mmm&<D&M&&&Tm&*T.^&m\z. 
Steffi 

[0002] mi^ji^m^mmcm ^xmiA.<D&miM* <r> n mztizm&tiZo -<^5 

#!IXlfi. *°!J^— if 3ft&KJ&(PCR; Polymerase Chain Reaction) #C 

[0003] tot, ±m<Djjmz.w£\< ^u&mmx\ jg^&?MM^SH#ift 

2®s- sa^^^s^-etf (ds^&js ^-r^/i* ^nt-s^na # 

>&mx&<9 , ^©d^NpFI tel7-^/Htfc^itML-Cii^:L-Cv ><„ 

[0004] -tr?, ±fE^s^^^i-^<^s^ii^^Brfg^^iii|is&^^^§^fc 

o 

^^-ellife bTI ^^^&ib-Cf* % Mx.ll, ilg^Sif m (SDA ; Strand Displac 
ement Amplification) m(Mz.l^, #ff3Citkl#i0 , RCA (Rolling Circle A 
mplification) |fe #W^Ci^2#^) , LAMP (Loop-mediated isotherm 

al AMPlification)}£({#|;Ui\ #fF3ti£k3#Mh ICAN (Isothermal and Chi 
meric primer— initiated Amplification of Nucleic acids) ({^!lxJ3:\ 

3cm4#$0, &3VM3«*(DBicj§lSDAi£(m«\ #f^i^5-8#M) #^#(f 
fett§ 0 
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[0005] ztib<Dmummmmmtifc\ttv^?i'^}?&mm<DRm\c&\,^x^ 
xmm^^o 

[0006] _hfB#f^mifB«(DSDA^{i, DNA*°y^— if tUU^V^^T— if ^ 

m, mtu* a &m^mm<Dmmm^m.mmi L (s) ^m^tufc ( « -s) 

[0007] _hfB#I^^Cm2fE«(DRCAfe{i, ^^DNA^»M^b^^iti|iM^&-efe§o 

^mtc^mmt^xm-mir^fc.^, ^mr^m^m.^. ^v^^ (branching 

[0008] _hfB#f^m3fB<c(7)LAMPfe«, m^l^UM^y^— %&W:b-tZ> 0 Hit 

ot^mxm^tix\ >5 0 

[0009] _hfB#f^m4fB«(DICAN&^, ^^y^^V^K^-l'-^— 3rfflV^of£ 

[0010] _hfB#l^ Jcm5fB«c(DBic^SDAax», RNA£DNA75^#Nc£tl, ^<^3' ^ 
^^DNA^@ag$^fc#3g^^S#ti-§^9^-y^^W^-^-K^7^^--^ 

[0011] _hfB#ff«6fB<cOBic^:SDA^«, 3'^t±i*S^C$^f|!iJP»*^^ 

x&z> 0 
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[0012] _hfB#f^m7!Ei|£<DgmSDA#xte, / >*<t<)2i(a©7 p 7^-tMlftt5 

o 

[0013] _h|E#fF^cm8|E^cDgSc^sDA&«, p^tterna-?^"?— b'>t£<bhvm 

[0015] m^jc^mm^mn, m^y o 9^—h^<nmmmmmy°y4-^—<D5'^ 

[0016] #ffJcmiOfB«c(7)^«, ^^<^2®<DtBMW7 0 7^-^fflVNrt^±ii|'S 
[0017] #fF^Cmil|E«CD^^. #f^mi2?S«(Z)^-^^*5V>T, ^c^TtV^^U 

3'#jt3i/N^y^Xi-§±»y=f^^^^K^7^-^^m^^-frT^ffli-§ 

[0018] roj;5^ ^<Z)^?a^iii|iM^^fc*fca^ (DP B ^M^7o^^-C*5«9, 

[0019] #ff^cmi:#^¥7-114718^|R 

#ffJcm2:S^|S||97/19193^^U:yh 
#fF^Cm3 : S§g^|!SH00/28C>82^v^^l^yh 
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£<k!SlF§00/56877^v^:7W5/h 
*S#fF##^5, 824, 517^||B# 



^PB^95 / /25180^>'7Wh 
^W^99/49081-^J<7V'3* 
^ISH95/03426^N^^h 



#fFJCifelO:H^^095/2518O^^W^h 
IWlfclttll :#Hi2003-52380^k$g 

#N#fF:£Sfcl : Hafner G. J. ffi4^, BioTechniques, vol.30 (2001) p852 
-867 

[0020] #&m<D£fc s tott, f£$wo^ift^<^iMg. #MWi-it#gi-5^e«j^i 



[0022] -rtj:t>h, *mm<vmi<vmwfe, mm&mmirzjymz&^x , 
(a) tie (a) xra (b) i^^^ttssjiSia^srfiii-rsxm, 



CO 
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(B) mMtt^mWt^^zf?^— (DOfcM&JteT^— y >-?\ DNA/K y^^' — \£ iCX 
[0023] ^BJ^KD^BJiCjoV^, »M^^li^RNA-efc«9, ^B«^£rfe^C 

[0024] ^mn^i<Dmm\^\^x, it(A) i^u-sk/s^ws, $^>^^^ 

[0025] ^^M^^l^BM^V^T, mRNA-e^oTt>J;V\ 
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[0026] *mm<D$&l<D&miZ.2S^X . fte?^tttitMttt^tt51o©DNA^ 
[0027] *&m<Dt&2<D&mt±. *mm<DMl<D^W<D^m<Dfrlb(DMf$mX&<>X, ^ 

[0028] ^.mm<Dms(Dmm^ ^mm&MKvmm&tntxD^yhxfoox^ ^n^ti^ 
[0029] *mm(D^4(Dmmn, rtmn^^ir^t^wmtir^mmmm^tiiif 

[0030] ^mm^^mmu, ^mm^micomm^m^m^^y^—xh^x, 

[0032] [E|1]||»!J2-(1)-(A) jc-c^fflb-cv^^— ^^yrf^W^K^^— , 

#i-li-r3ig-e&>3o (a)itm—^y^rV^^^Y^9^—, (b)-(d)^ 
^^y^^v^K^^^— ^ (e) U.mr.^y^r^^u^r^-fy^ 

[Ei2]#r 3 t — m^^tt^itii'Mfta^i-H-e^o m2^*5v^, ^fi^s^iM 
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[0033] ^JW*^*3V ^T^^y^^l/^K (*BJIffl# c t I "e^dN^fB*i-S) t 

[oo34] *MI0#^-^v^Ty^^^K(^:0J!^# c t I -e«N^fEic-r^) £E\ 
[0035] ^^^a^^^v^T^^y^^w^K^-r-^— tr±, ^7^-©3'*a 

s^7^-y =w i^^k^9^— -efc^o ^»*^fiiy 
K^j;r^/^c^fpy^^^i/^K^^i-6^y^y^^i/^K^^— t 
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[oo36] ^mMm^\^x3'mt^ mm. mx-ft, ^^—K^^x^^^m' m 
nx(DW^\^ 0 

[oo37] ^mmmz.$o\ ^x ±mmi&bfe, ^.m-r^^^-^^^^-v-^y^—tm 

[0038] *fc, ^mmmK^^X7?—Km<Dtcfr<Di&mmb^ ^mn^mzm^ 

[0039] ^mmmctev^x?^— m^tv^^^y^^— ttt, mM^^—co 
[0040] ^mmmz.$o\ ^x^mm^iiLm^ ^mm(D^m^m\ ^^-^yur^^^nr 

(Droj{igj;«9i^_h^r-ijiu ii^PWTJil«»-cr-2.u r-3j, • 

[0041] ^mU%\^\ ^TRNaseH OM^UT— i?H) N §|§^^-T— — y 

dn a f^ffl lt , k^wv — ^ y K§|3 ift t^O PKf ~f%h <d x-fo 

[0042] ;£Wlfl#t-:&V^DNA^y^— if^te, DNA^^M^bTfff'^DNA^^ 
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(Strand displacement) ffitt^#i-§DNA*°y^ 



if\ if^tt^TLTWd^DNA^y^— if\ i 

^^tt^RNaseH^tt^ffi^^oDNA^y^^— if^^tf^^§ o 

[0043] ^!H#^:JoV >T r^g^ftj fcr±* §IM^»M^J^t£oTDNAm§^r 

£i£3, W^WkWM (strand displacement) i-^^i^-e^^^r^^V^o 

[0044] ^KIfB*^*5V >T T^fe^ttj t\t, RNA^^M^bTflRNA^^^BMW^ 

DNA^^^i-§^<t^-e^§^tt«z) - ^5o 

[0045] (l)«0J^6^^(Dj#i|iM^ 

^K^W^— ^tL-^tL^^<^iaS^fflb, $^^RNaseH*Dj:OTNA^y^ 
7— ^&m.^fr^:XmifcirZ)Z.b&-V^% 0 RNaseH?Stt^i-^DNA^y 

[0046] ^mmcDjrmKxv, mu^WTKm v-c, mmmmm^mm^n^ 0 ^x\ r 
[0047] ^mm(DWMmmcomm^m(D-mmtvx^ 

(a) »M ir^^^^^^v-y ^^U^K3y^, ^^tt^-T^DNA^ 

y^9— if\ Rxi^^thmmco^— j&f&^rv^^u^v?^^— x%m\^ 

(b) .hfE^fe^S^^Mm^^i-^DNA^y^-if, ^*<it)2Si©^ 



^^^-y^^l/^K^-r-^— , feit^RNaseH^^bTMJ^^ 
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(c) ±m}NArtV*9—Vte£ZW&m&f^f&RTtmWMfcJ&. Mt^RNase 
[0048] *7t, #3&95©BlJ1!B«teLTH\ 

(b) iii^5ti^©^7^-©fiw*T--yy^\ DNA^y^^— if \z.x.z> 
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[0049] Zbtt&m&WlW&lbLXH:, 

^K^t^^w^KT^a^^B^$tt^(D^y#^i/^K^^^u^y# 
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[0050] ±fBS#^*5V ^T, §IM^&^/^;£§|<7)#^ Jg— dr^^y^^^K 

[0051] _h|B^#(DV ^tt-*5V vob, y?—T&)&^)^7^^Yy*y4^—^*y* 
/Xfe**y*V=?^y^*7-h*y°y4^-- <D\^fvkmrMK®imx%& 0 

m^mm^ti^ ^m^, y^-M^v^y^^y°y^-tvxm- 
=f^yu^vy°y^— mmt^mmtmmmj:mr.^y^rv=i^yu^v 

y°y^— (D5'M<Dm.mm. m^^r.^y^rv=^^yu^r^y°y^— ©5'^ 

[0052] mWkjjmxi^ WMRft>(DmMt^^yu^r^3^>mti.xpcKmm^^ 

^SdNTP, i-^t)^dATP, dCTP, dGTP, dTTP(DU^!&&&MK'$.fBX%Z) 
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£\\ ~£fc dNTPfe^V WNTPT^n^<DM^f*£{£fflLTtJ;C Wf^^i - 

[0054] ^W^^^«^^MM^^MM^»#^PS^^<, 09^rf , 

[0055] RNAS*©E^Sr^rt*5^rBIS^t*Bb^:V^»^l2:tt, ^!JO*NA£r#|M£Lfci£ 
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— m¥M^1fet£^Xfofrll^mzmm-Ztf:<, f£!W<^RNA(D<ftf^ mRNA, tR 
NA, rRNAf^RNA^i^i, ^#fe<DRNA^H^/^l|§&f h*l%> 0 
[0056] _h|B(Z)^fe^HJ^^^ffl$tv§^*^b-C{i, RNA^ftS^b/ccDNA^^tt 

^ (AMV RTase) , *n^- £ jfa.-lFl'^/K* ^ Jkigf^^ff^t (M-MLV R 
Tase) , 7^B8^^/V^2a^^^^^ (RAV-2 RTase) ^ (D&M&mife 

tfrMXh*), ^JxJW— S ^DNA^y^— if (Tth DNA^y^7- if 

fljfcfcf, 0f^tt/^/k^M^0S5feDNA^y^— ifW^b<, B. stSjfe 
DNA*°y^7- if (Bst DNAtf?y^— if), ££>^Bca DNAtKV^— if #W*L 
V\ flax.}*, Bca DNAJKy^7- iff*. i^^^J^^-^^V-r^-^^^i-fri 2 , 

S^#T^»MRNA(D^^«3t^^»T|jljU^^^cDNA^^-r§i 

t&x%z> 0 ±m<Dmm^mmm®i%mirz>mmh, mm^m^x^^mm^ 
[0057] ^mm^m^^^xmm^ti^^y^rv^^u^r^^-f-^— 

[0058] ^p^^fpr^>K^i-^oT1^v^^^ m«\ TIB— ^"e^-TfflfatSrto^-y 

— : 5 ' -dNa-Nb-dNc-3 ' 
(_hfE— IM^^T, dN^^v/y^^^^m^/X^^^KT-T-ci 
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•So 

[0060] *^0J(D^^*DV^-c^ffl$^^— M^y^^v^K^^v- §| 
[0061] fc*3i RNA^il^-r^-gim, 9^— ^^V^^u^r^y°y 
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[oo62] mm^—ftZj&^v^^^v^^—fe, ^m^ti^w^v >-c, yy— 

[0063] _hfBdr^^-y^^^^K77-r^— 0±Mti3^ffiMlft&IE^J{^ 

0*b<{*+ is — 8o^^^^x$tb§3^^_h<Die^ij, ££>^#mxra:+ 10 

60fi^^M^$tt§3^^i^_h(Dga^J, #t^f^b<fi + 5 Wig^^al 

^$tl^7)^^X$n§3^^_h(Dga?iJ-e^ 0 ^f««^LTte, ^fcRRJt 

[0064] mny^-Km^y^^zt^-^y^-fe, ^<Dmm*mnx%um, t=- 
[oo65] i£fc, mmy^—Rm*v=?^?^^y°y4~^— <DGc^mfe, mzmfefeisti 

[0066] £hlc^mm<Djjm\c$o\ ^xt£.m&ti%y^— n^^rV^y-yu^r^y °y4-?— 
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^-iy^TJ^^b (ABI|±, Applied Biosystems Inc. ) <DDNAi/^i?1M1f ~39 

[oo68] zbK^m&mmmtLsX^ 

[0069] ±m^mbf^m^±(DM^(D^y^V^^^r^y p y^— <£>5'{|iJ&5VM* 
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ic0*u< r± + 5 — 40<£>fBi$-e&5 o 
[0070] ^M©^ife-cftffi$n«9^— ^^y^^w^K^-^v— &&stbWfrr 

[0071] 0tl;Ui. A12-205R(ia^lJ^(Dia^!j#^-3) <D1 — 12# g (D^^fiH^df-^^-y 
=* ^W^K^W ( 1 34FN3 (18); E#l^<£>E#l#-^7) <D 5 ' *^J:*9 1 — 12 

m&±mffl&<r-i — 12) icm^^m.mmmxh'o , t$bici3— 3o# g 

{20— ^^y^^^K^-f^— (205RN3 (18) ;E^(I^<?5E^J##2) £ 

fc^iftfcffiEc^WtofcE^fcSo fv^ili^, ^fJU3-30#g<Di&ffi3Ji 

[0072] 0Hx.fi, A12-215R(E^(J^<7)E^J#^5)(D1 — 12#@(D^^f*Hll=ar^7^-y 

( 1 34FN3 (18); E#J^<E>E?!l#-^7) <D 5 ' *^J;*9 1 — 12 

f&M±tfm&(-i — 12) i^ffii«i*tiiaTO!3, $e>ici3— 3o# g 

^^y^^W^K^-T^— (205RN3 (18) ;Ifi^JJ|<DlE^J#^-2) CD 

MW^^tJa'fflio^^E^J^MW^E^J-efcSo m^fefcftfi, ^113 
-30# g <Di£Sf3\ ^K^^^y^^w^K^-Y-^— (D_h^ioife^ g 

A12-215R(D23— 30# g (Dig^{*205RN3 (18) <£>1 — 8# g (D^^tfi^bT 

[0073] Mx.lt. A12-223R(ge^lJ^<Dga?lJ#^-5) <Z)1 — 12# g ©111*1^^7^^ 
XsHrfV ( 1 34FN3 (18); E^©E^J#-^7) <D5 ' ^ffi £<9 1-1 2*£S_L»!« ( 
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-1 — 12) H^BifiijfefiSE^-Cife!), £fb^l3-30#g<Di£SteH— ^9^rV 

(205RN3 (18) ; ia?lJ^Oia?lJ#-^2) iffiiW^J:?) 

3MlfJi8^<Dga^Ji:^M^BS?!l-efc^o flrv*Uxfc£, ^13— 30#goi£ 
mi-i^mm—^9^rV^^u^r^y °y^—co±mi8m& g ^ib_h^li&^ g 

©E^J^+Blnl'CfcSo A12-223R£205RN3(18)}38£gSL-CV , »5 o 
[0074] 09*.fif % A12(-10)-215R(BB^!|^(DE^J#^-8)(D1 — 12#B©ii»*80¥ 
^9^-ydr^U^K^9-Y^— (134FN3 (18) ;E#|^tf>BE?rj#-J§-7) <D5' 

«911-22^_h»i^(-ll 22) ^lM^^*ia^J-e^«9, £ib^l3-30# 

g ©^S}iI-^y7ty^^^tfK^7^v- (205RN3 (18) ; @S^J^(Z)IE^J 
##2) <D5 y W8m&bftttfttm&&£Tfimtiffi-- ^9^rV^^^h^94 

X»&>Z> 0 A12 (-10)-215R(D23— 30# g (Di&Ste:205RN3 (18) ©1— 8# g (D 

[0075] MX-iS. A12 (-20)-215R(Ba^J^<DBE^!l##9) <£>1 — 12# g (D^^teB^r 
^^-y^^W^K^-T^— (134FN3 (18) ;ga^!j^(D@a^I#^-7) (D5'^«J; 

«921-32^_h«Jgg(-21 32) Cffii^ilETO^ ££>^13— 30# 

g (D^^^H— df-^^-y^^W^-^K^°7^— (205RN3 (18) ; IE?U^<£>ia?!J 

#^-2) ^5Ml"J8^S^@M^^®«*5J;T^^f^^^^7^y^^i/^K7 0 7-f 

^-^bMW^^j;<9 3 ' ftij ioms<Dia^j^t@MW^Ba?ij-e*>^ 0 wv ^fcaxtf, 

^t^i3-3o# g (DmMit. mnm—^^v^^u^v^^—tD^mio 

-Cfc^o A12 (-20)-215R(D23— 30# g (D^^{i205RN3 (18) (Dl— 8# g CO 

[0076] A12(6)-215R(ga?lJ^(Dia?lJ# : ^-10)(Dl — 12# g Oi^^^H^^ 

^y^^u^Ky^-^— (i34 FN 3 (is) ;@a^J3ltf>@a?IJ#-^7) <D5' Mi^M6 

mm ( + 5-0) io£Tf5 ' «si<9 i-6mm±%tmt& (-1- — 6) ^^M^/^sia 
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mx*£>V, $t>f-l3— 30# g ^^^rV^^^^y^— (205 

RN3 (18) ;E^©E?IJ#t2) (D5MflJ8^^BMW^^j:^^Bl^^ 

'#j8^^(Dia^!j^|l|-e^ 0 A12 (6)-215R(D23— 30# g (D^^fi205RN3 ( 
18) <D1— 8# g (D^^M^L-Cl ^ 0 
[0077] #Jxifi, A12(12)-215R(@S^IJ^(Dia^J#-^ll)(Dl — 12#g(D^^f*H^ 

;*7^y=WW^K^7^— (134FN3 (18) ;gE^cOgE?lJ#-^7) <D5' ^HliJ 
1 2i&S ( + 11-0) W^SSE^J-efc «9 . £ib 1 3- 30# g <Di£Ste!|— 

(205RN3 (18) ;ia?IJ^<DlE^lJ#^-2) (D5MllJ8^ 

^j:<93'#Jioi^S(Dga?ij^t@M^ga^j-e^ 0 m^lfcUxtf, ^i3-3o#@ 

^M9tf-y =W W^-^K^-T^— CO 5 ' #j8^^(DlE?iJ^tB ^l-efc^o Al 2 ( 1 2) - 
215RCD23— 30# g <D^^te205RN3 (18) CD1— 8# g CO^MtWM\^X\ ^ 0 
[0078] Mx.lt, A6 (-10)-215R(@E^IJ^COIE^IJ#-^14) CD1— 6# g c^K^H^^ 
y^^^^Y^^— ( 1 34FN3 (18); @E3«cDgE?IJ#-^7) CO 5 ' ^ £«9 

11-16^±^«(-11 16) ^SMW^SSE^lJl?fc<9, ££>^7-24#g 

cD^X^^^^r^^-y^^l^^K^^-r^— (205RN3 (18) ;IE?IJ^cD|E^lJ# 
^2)(D5MliJ8^S^#W^J^J:^^f^— ^7^y^^W^K^7^ 

m.7— 24# g <Di&Sf3. ^SIH— ^7^-y^^^^K77^-^— cO±^ftlO^S 

g^n^ig— ^^y^^v^K^-r-^— (d^ \mmM(Dumtmmx^ 

o A6 (-10) -2 1 5R<D 1 7— 24# g (O^^f*205RN3 ( 1 8) CO 1 — 8# g cDi&^M 

[0079] {#|?U3\ A9 (-10)-215R(gE^Jiec7>|E^(J#^-15) cDl— 9# g (D^^teH^^ 
^y =f^U^ V^fy^— (134FN3 (18) ;gB?lJiecDgE^lJ#-5§-7) <D5' ^U;<9 
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11— i9&&±wmi$(r-ii — 19) izmffi&iftmmmm'ehQ. sbKio— 27# 

g <D&MttM— ^r^y^^^^Yzfy^— (205RN3 (18) -Mnumm\ 

-Cfc^o A9 (-10)-215R(D20— 27# g (D^^f*205RN3 (18) COl — 8# g (D^ 

[0080] Mz.\*£, (A12)241RN3(IS^IJ^^@S^J#-^19)(D1 — 7#g(DifeS^— ^7 
^-y ri^^^K^^- ( 160FN3 ; Sa^J^BE^J#-^l 7) CD5 ' 1 -7 

±&S_t«?«(-l 7) ^BM^^SIB^J-Cfe^, £ib^8-21# g (D^Steil 

— ^^y^^W^KT 0 ^*^— (241RN3;ia^lJ^cDie^lJ#-^18) t*g*&#J& 

mm^m^^nm-^h^o m^m^m^ ^ii8-2i# summit, mmm-* 

[0081] ALDH2-TH1 (ga^lJ^<Dlfi^lJ#^-25) COl — 12# g COM.M^^^ 
y^rlldt^u^-^y p y4-^-~ (ICAN-ALDH2-F ; ia^lJ^<Z)@a?lJ#-^2 1) CD5 ' ^ 
SJ;<91-12^_h^^(-l 12) (^tW«iB^J^^ $fb^l3-29 

# g ©tSiiftltfc^i^I- ^^V^^u^rf-^y "9^— (ICAN-AL 

dh2-r ; mmm(Duz?m j %-22) co 5 ' m 1 5mmtmw^j:m^xxfm mm~* 

5 C IC AN— ALDH 2— RCO 2 — 1 6# g (D^S^ALDH2-TH1(D15— 29# g COM. 
[0082] #tR}5, ALDH2-TH2 (ia^lJ^<Dia^lJ#-^26) <D1— 12# g CDi^m^W,^? 1 

y^r^^u^r^y'y^— (ican-aldh2-f ; ga^iJ^<£>ia^iJ#-^2 1) co5 ' ^ 

SJ:<91-12mS_h»^(-l 12) ^^M^^Sia^lJ-efel9, £^13-29 

# g CO^m~iM— ^r^y^)^%^^Yy°y^— (ICAN-ALDH2-R;ia?lj^ 
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£*II*|-e&5o ICAN-ALDH2-R(D2— 7# g <Z)^SteALDH2-TH2<7)23— 28 

[0083] #|&fi£ N ALDH2-TH3 (ia^lJ^(Dia^lJ#^-27) — 12# g ©mtilr^ 
^^-y^^W^-^KT 0 ^'^^- (ICAN-ALDH2-F ; ia^lJ^£>ia?lJ#-^2 1) <D5 ' Jfc 

£9l—12£&±Mm&(r-l 12) ^ffiM^^@a^J-Cfc«9, £^13-28 

g <D^SJ3||— ^r^^-y^^V^^K^^-Y^— (ICAN-ALDH2-R;IE^IJ^ 

(D_h^2— 1 7i&^ g (Dia^JirfB H?|-?&5o 
[0084] 0S;tfif % R2(-13)A12-1 (E^!l^<^BB^!I#-^35) ©1 — 12# g (Dlfc^teH^ 
pt^y^^W^K^WV— (F2 ;ia^lJ^cD@a^J#^-31) <D5'3»£«91— 12^ 
S_L«tig£(-l 12) ^MW^SIB^fc^ £ ib Kll 3- 29#g Oi&Ste 

^^y^^w^K7°9-r^- (R2;ga^j^^BB^j#^-32) ^mw^e^ij 

J:f913-29^3'#J(D^SSa?lJ^@MW^ia^J-e^o m^fe;t*u*, 

29# g (DMMtt.^mWi~**7*y^^^^Vy°7^—<D±Mi3—29MM g 

[0085] R2 (-13) A12-2 (E^!l^<DBS?!l#-^36) COl — 12# g ©Jg^iS^"^ 

^^^-y^^W^K^-T^— (F2 ; BE^(DBB?U##31) <£>5 ' ^iU^ 13-24 

^s±^«(-i3 — 24) . £^13— 29# g (Dmm 

i^m—^y^rV^^^r^y°9^— (R2;Ba^iJ^(Dia^J#-^32) tfg«i^ia 

m£vi3—29mm3 , m<Dm.mmmtmwfomm-e&z> 0 m^ux«\ m%i3 

— 29# g (DMMn^W^Wh—**7*V^^?^^y°7^—<D±Ml3— 
[0086] mz-lt, A6-215R(ia^lJ^cD@a^J#^-47) (Dl— 6# g (D^^teifl^rp^y^ 
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^W^K^-Y^— (B134FN3;ia^lJ^<Dia^!l#-^12)05'^^J;«91— 6 

J:»fHji(-l 6) Kfatftffytem&mm-VlbV . £e>£7— 24# @ cD*£SJ3:||— 

^^-yrf^^^K^^— (205RN3 (16) ;IS^IJ^»IS^IJ#-^-13) (DS'fflS 

rnxw miom.m<Dmmtffiffimx*$>% 0 m^i&uxtf, mm7— 24#g corns 



^yrf^W-^KT^-Y-v— ©5' 



=MI^"CS>So 205RN3(16)(D1— 8# 



@ CO:^{3A6-215RCD17— 24# g <£>i£g£ fi^Uri >5 Q 
[0087] A9-215R(BE^lJ^(D@a^J#-^48) 9# @ (Di^^fiH^^^U^ 

^ W^^K^^f ^— (B 1 34FN3 ; ga^J^OBB^I#-^l 2) CO 5 ' «fc «9 1 — 9 

_h»^(-i — 9) KmwMftffi.mmm~ehy, zbicio— 27# g ©stst*: 

^^y^^l^fr^K^W-v— (205RN3 (16) ;@B^!j^(Dga^lJ#-^13) CD5MM"J8 

y^ryzf^V^V^y^—COS' im^Mt^m ^"Cfe^o 205RN3 ( 16) CD l — 8# 
@ cO^^i:A6-215RcO20— 27# g CD^S^filtbTl^o 
[0088] Hi&$|2-(1)-(A) ^T^fflbTVN^^— , 

[0089] ^:^^cO^■^-effiV^^>^^§RNaseH^*, ^Sttd^ftf^ttcORNaseHcOV^-f^ 

dS03i»^W^^ffi-e#So 0»J£tf, TIB: 



22831-^^ 



;M^!l8gB^CO^^-eii$i$ixfcThermococcus litorali 



sS3f5cDRNaseHIl(J^T> Tli RNaseHII^fcN - ) ^W^>7 HJfeWfEife 
<D^^-C|H$Si$tb7bArchaeoglobus fulgidusfe^cORNasell Afu RNa 

seHII^^i") J^*3SWO^ifetC^t"5^.i:^"C#5o BWft&ttRNaseH^LTte 
, #^PS^«$tL^V>^^iJ^.^rff|S(DHybridase TM Thermostable RNaseH ( 
Epicentre Biotechnologiesf±§!0 CO^ i&W&'^A'X. (Bacillus) MMM, 
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— (Thermas) MiffiM* tfnajokx (Pyrococcus) MlB^ i^—^eh^f (Therm 
otoga) Mlffl0, T/V^7^^-^n/^(Archaeoglobus) Mlffl^^S^ORNaseH^ 
^^fjSt-'Kffl-e^So g^RNaseHte, ^^^XXimMW^ vf tut>tfW 

[0090] ^K^ffl£ti>3DNA* 0 y^— -t?r±, _hfB<z)^g^tt^i-^t^-efetv 

^#^PM^<, fflx.^, ^;Vy JJ/lsFT-tiy?* (Bacillus caldotenax, U 
T\ B. ca^l^T) ^/^/K* y^rTn^—^r-y^y-^ (Bacillus stearothermophi 
lus, JKATB. st^Si-)^(D^S^^^/V^MIffl®S3feDNA^y^— tf<D5'^3' 
x^y^^VT- if?£t££^Lfc^#|#:^\ ^II0(WT, E. coli^i-) &$:CD 

B. catt^WMig^S^^7O^^fe§^|^ttlffl0-efc«9, ^(O|ffl0S5fe(Z)Bca D 
NA*°y^7— if }3\ DNAfe#DNA*°Py7- ifffitt. RNAft#DNA*°!J7<7- if 
?5tt(«^tt). 5'-»3'x^y^T- if?^ 3'^5'x^y^V7-^ 

^■y^yUT— if^tt^ti^-frf'Bca DNA*°yy7- if-e£>£BcaBEST DNA 

^y^^-if (^^^^-i±M)^^#tf^tt§ 0 mmmn, 0^1^2978 

[0091] &:jb\ DNA^yy7- if(D^te, #s<d^#-c^^k^^wt— i??£tt, {#J;ik£ 

, RNaseHfi&tt^i-^cD^^I^tbTV^ 0 ^<Di5&DNA*°y^— if %jf$m\ 
<D^m\cm\^^ti^X^ 0 Irtjtiblb, mVNAm^y— if^RNaseH^tt^^Ji, 

vCfcJ\ _hfBRNaseH^^Pi-S^i^<«M(D^?i^^Jtei-S^i^-e^§ o 
irfj:iDib, Mn 2+ ^^"i-^HW^ c r 7 "e-hfBcDBca DNA^?y^— if ^RNaseH 
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, v;* -V—^-?^^ (Thermus thermophilics) ft jfeCDTth DNA/K 

[0092] «W<D^}£^;}o^-C, ^-7#^y^^w^K^-r^-^ffi«a^ 

[0093] (2)*H«OE^ 

£fT9fc#>£>j&9^LT, MW^^^^^i^ dNTP#^A/t?V>T^J:v\ 

[0095] (3)^^^(Ddf5/h 
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^DNA^y^— if\ RNaseH, ^^y^^W^K^-Y^— RTf/Xte?? 
^i-^^i^-e^§ o ^f CN RNaseHte, _hfB(l)|B*feORNasem^jl^i-§r^^ 

[0096] -tmtm^wit}^ mm^yb(Dmm^m, m^mm^^mum^mm^ 

7#^5i^9^V^fA0j!#(Z)^\ ^yM^tt£tWh^</K ^yh^fe^fc^jy^ 

[0097] ££>^, ^^KCDdr^h^^V^}*, Bicine, Tricine, HEPES, y^S^$>5V^3:t 

"OkiV \ ^g^f^^i-§DNA* 0 y^7— if ^RNaseH^^tvCV «£ 
V\> £<b^ ^$^^^^y^^U^K^V>^^^^U^K3y^ 

[0098] ££>^ ^W^^ffi^f^ffl^^^h^, _hfB0>*B***, ittSS^^fc 
fe(D^^(Dte^lW^^iii|>Mi-Mb/c^^y^^W^K77^— 

[0099] (4)*|6M©«W»B6©^m^«fe 

b&x*%z> 0 mm^m^mfD—mmbvxit, 
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[0100] _htB (a) nm^m vc, BNA&mmtirzm&te. m^Rifctmmmm&jfc% 

SDNA^y^7— &<DB.Zt.&t>1tbL,Xfflz.i~£^ AMV RTase, M-MLV RTase 
&3W3RAV-2 RTase^BcaBEST DNA*°U^— if (Dlfr^-^i^Wil^ 

mmx^ 0 &sv^ m&^mntmm^&&^ir%i)NAtfy?i7—^&mm^ 

Tfc&C $J;UiBcaBEST DNA#y^9— ^WMl^mX^ 0 

[oioi] jf.mn&m^mwicDifcttsMikK^ , ^^mm, -ms^m (single 

nucleotide polymorphysm, SNP) CO £.ot$.M.fe = FAi<D%lf'fc(DiMM\Z.-^>X ^TCOff 

[0102] ££>f^ ^^m<D%kmjjfeXfe, Bicine, Tricine, HEPES, y^g^$>5VM3:tri 

i-^T^-y^^^(D^ffl^J;^,«(Z)^^^^t$^^^M^W^ 
^Oi-r^'^^-e^^o ~<^-g\ ^ffli-^RNaseH^DNA^y^7— if f*#U:RR 

NAtf?y^7— if <DM.fr&trit&&iEL\ \ #^ _hfERNaseH^LOTNA^y^— 

iff*^^^<DW^J:oT0i6^^ffi^§^^^hm^M^§m^^M$tb§ 

[0103] ^mm^tn^m^.^ m^wt^m^m^ duTP^mmtvxwLK) 

If (uracil N-glycosidase : UNG) ^IJfflLTitiliej^^^^U if i|>g 

[0104] _htB (b) -uma^^mm^m^m, m^nMMmK^m^^^fDix 
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mmW&$iM1rZ>jjm^ HM^— (?#9/U*#M) . Rotor gene(C 

ORBETT RESEARCH^±B)# : SrfflV^cyT/V^A^tB, ~7n— -7h<D'^C7V 

[0105] 

^w^k (rna) zfxi— >«y vy^^w^K-e 

g^S3fc©*i*BDNAlJ:T~— V>^Utm^. RNaseHte^n— :/£#firT5o 

X. f3\ ROX (Applied Biosystems^fcM) ^FAM (Applied Biosystems|±M) s 
^^y^^fmWl\JX\^ fflx.^ Eclipse (Epoch Bioscience s*±M) t<D$&fr 
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[0106] ^mmxmx ^y°^—yn. ±m<D&mw(Dm&<DmmxmK£vmm£tifz.m 

^jtf^MJ— 3fcff„ T . •v~T^-f.X(T. Maniatis) £>$S^|, ^V^a7- 
-^:T 9#9hy— ^~^T/]^2JK (Molecular Cloning : A Lab 
oratory Manual 2nd ed. ) IdfBifc&JivCV ^ 0 ^#:^^^^#^bT«, 
^Ix.f^T^)^#^#tf§-^^-e#§o 0. 5%SDS, 5xfV/V^[D 

enhardt's, 0. l%^jfiL?# T/K7^(BSA) „ 0. l%^yif—/H; <> tiiJK^, 0. 1% 
/V400]^tFl00/zg/ / mli7-^|f^DNA^'a-ti'6XSSC(l XSSCfiO. 15 
M NaCKO. 015M ^^g^r-y^A, pH7. 0) ^-C, ^ffli-^^V— ^OTm 

[0107] ^p^(D^w^(D^m^^-*5v^T«, mmmmm^tc.^—vtmmm 
mmztizmm. m^mo^x, ^<Dmmmm, ^.m^n^^y^-^y^^ 

[0108] ^5a^tii^^^ov^«, ±my^—nm^rv^y^^y p y4^—Rxi 
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[0109] ^hK±My^— vtm^mmn, mmm^^wcm^-hcoxh^x, mx.& 

[0110] *^^(D^^iii|iS^-fe(D^fiT^*5(t ; 5iii|'S^"&^*5V^-C^, It— ^/V^? 

^n^<>x\^m.\^^Mm(D^mxurm^mx^ 0 ^mm<D 

^mnpcRmx^mmmKx^<(Dmmm^i^hfi^b^h, mm. mm. m 
mmftm^&tti^mbvxmmirz-btfx^Zo 




[oin] KT©i»ia^ £b\cmmic*mm&mmirZ)t)K ^mmnmmm<D^m 
[0112] 0^im 

(rA) RXim (dT) (bhlCT^y^rJ* s^XTPftM) lmg^^tblmM 
EDTA^tf40mM tris-HCl(pH7. 7) lmHC^^L, jKU (rA)2§$L&tJ^Ky (d 
T) ^$c£p$£Lfc 0 

20mM HEPES-KOH(pH7. 8), lOOmM g^#y>>i^ l%v^^VV 
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;*/V/Js3rv'K 0. 01%BSA^, ^ltj£30 v g/ml^£tf?y (rA) Wfa. ^M&20 

tig/mlbtl:ZtfV(dT)mm$:tox.. 37r^l0^##fL mu^MVtcM, \/ 

100^i<D400mM ^m^^f^y^^M^X^) (rA) (dT) ^-S^Mbf' 

o 

^(D^y(rA)-^y(dT)^ 800 um^MK^^tzMmm 8n\&j)\]X.,40 

tztt. mm5ifoiz-£ox, ?$y (rA)-^y (dT) ^y^y^hmmut.^^^ 

C0"M^ v A^t&^^h^ib± o RNaseUCDl^m^ lnmoloy^p^l^^K/^iS 

M\^fc.<D\cm^ir&A26o&2oftmicmMt$it%mmAku rm^^oxn 

^i(unit)=l^fefc«9(DM^^SX57. 1X#$^< 

[0113] mnmi 

RT-ICAN(D^^^bT^fflb7tRNA transcript^ in vitro transcription 

^-f „ in vitro transcription(D^M^^§^°^^KDNA^AX^j^iHS^-f^ 
®Sfe^— « (^^-f^tt) i^ffibT^bfdo IB^Jte, SARS (fi^tW 
$k$$0.\%M ; Severe Acute Respiratory Syndrome) ^n^^/K^V-AlB^'J 
(GenBank Acc. No. : AY278741) <D18133# @ — 18362# @ (gB^lJ*<Dia 

^ij#-^l)£/^fc 0 ^^K^# A-f-£fc#>, ellS^J^s'^^Hindinm^ie 

^IJ^, S'^^^BamHI^SIB^lJ^^PLfCo ^(D^T^pBluescriptll SK( + )<D 
Hindlll, BamHIlMMC#ALf;: 0 #^ttrt7°^^5:K^rBamHI-e-5]ifL"C[i:^D 
NAiL, T7 RNA polymerase t^i^in vitro transcription(D^M^b7b 0 

in vitro transcription MEG Ascript T7 Kit (Ambion|±® ) ^rffi V v/t 
0 dr5/h^^#$^lTV^^^|^K#^t^oT, in vitro transcription, DNasel 

RNA<D?lti!J^Tl \ ^^$tt/cRNA(D|ftS^OD260^j;S9ateb/Co ^<^R 
NA^iS^RNA Dilution Buffer (lOmM Tris-HCl(pH7. 5), ImM EDT 
A, lOmM NaCU 30 n g/ ml E. coli 16S + 23S rRNA (Boehringer Inger 



WO 2005/056790 



32 



PCT/JP2004/018137 



heim|±M)) t-T10°— 10 s 3t°— / n UZfBkgffiffl^. RT— ICANOD^M i!UTffl V ^ 

[0114] (2)2step RT-ICAN(D^mf 
(A)tftftl 

[0115] Ir^9t!JWVtfK^?>fv- <D±Wm&(.-l 12) l£T~— /VT512 

10\ 10\ 10 3 , 10 4 , 10 5 r3t°— t^ilLfco H:l^§,K32mM HEPES-KOHlf 
Hffl£(pH7. 8), lOOmM J*^ ^ ;V^;V^^yY\ O. 11%BSA X 

4mM g^^-^^^A, #500 m M dNTPstC _hfBi^fe^^^— ^LT20 
5RN3 (18) 7°7^-7- (BB^J^OE^!l#-^-2) , A12-205R7 P 7^^— (gfi^lJ^<D@a 
^lJ#^-3) , 215R^^— (IS?lJ^(Die^J#^-4) „ A12-215R^^— (SB^IJ 
^<DBB#I##5) A12-223R7 B 7^^-(ffi^!J^COie^!j#^-6) #lpmo 

U RTase M-MLV (^^W^IfcjSi) 12. 5U, 1 n KD&tt— ^CDtlMRNA 

[0116] lfcRJS?fcr*9— y^/vip-ft^s^jrftM) ^-fe^hu 45°C, l 

0#W#8rgL 4°CW^PUfc 0 i£<E^KJ£ifcT«, ^J^«10 JU 1«^S32 
mM HEPES-KOHMW^(pH7. 8), lOOmM g^^77y^^, 1%>^^V1^W 
^iXK 0. 11%BSA, 4mM Ssfifrv^fcS'!7^ #500 # M dNTPst^ H^f- 
^^-yrf^l/^-^K^^— (D134FN3 (18) (ffi#l^<£>BE#l#-^7) 
^^^W^-T- (D205RN3 (18) Zfy-i^? — #25pmoU 
BcaBEST(^#7'W^|fc$i) 11U, a^^5fi^02/22831-^-/^^^^h H 
M^\S\Z.^M(D^WiXM%\^tz.T\\ RNaseHII 0. 05U, iMV*— ^y— ^(^7 
^^±10 Sr^t?^S?^15 ju l^^fefJPU Rotor gene (CORBETT RESEAR 

ch|±M) ^i«955 0 C-eiCANSJ^^fv\ ^eM^yr/i^f A^fflUt, ^ 
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[0117] ^T(D|§^: N 205RN3(18)^-T-^— -ei^fe^bfcRT-ICAN(D^S^10 4 ^t o — 
12) i^T^— 1 2*£X&5 ' Tfcfcg ^^PLfc^fe^^-r-^— Al 2-205R 

[0118] IWMSfe 215R DNA^v- -ei^fe^b7^RT-ICANOiSS^ s 10 3 ^fc°— 

12) ^r~— /vi-§i2^^5' ^s^#*pb^y— 7#^y^^v^K^ °9-r 

A12-215R7 7-T^— M¥(-fflV^cl^, M{il0 0 =tt°— i:^<9, M 
[0119] £fc, ^-dr^^-y^^l/^K^^-^-h^^C-l 12) ^T^— /V 

ir^i2mm^5'^m^HM\,tcy^—^m^v^^u^vy o: 7^--~ A12-22 

[0120] i^_h(Dr^^, 0— ^^y^^^K^-f^— »_h«^(-i — 12) k 
r^-/vi-^i2^s^5'Mf3i#*pbfc^--?f^^-y^^w^K^^--^ 

[0121] (B)^2 

^^<Z)fig(-l- 12,-11- 22,-21 32, +5 6, +11— 0)^X., 

£1\ _hfEH»!jl-(l)-e|^Mbfc»MRNA^OD260fa:J:(9f+^U 1 m \3btd0 
10°, 10\ 10 2 , 10\ 10\ 10 5 =3t°— fcHiSlLfeo 

ft|it-fltS32mM HEPES-KOHSW^(pH7. 8), lOOmM g^^&U^A, 1 

O. 11%BSA, 4mM g^g^^^A, ^§-500 ix M dN 
TPs^, ifB^^^^^-^UT^-TT^^-y^^l/^K^-r-^— 215 
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A12-215R^^— , A12 (-10)-215R^7^— (IB3W<D|E, 
^lJ#^-8) , A12 (-20)-215R^^— (IS^lJ^(Die^lJ#^-9) , A12 (6)-215R 
(ia^J^(^IB^J#-^10) , A12(12)-215R(Ba^!l^@a^J#^ll) 
lpmol N RTase M-MLV(^^M^~I±M) 50U, 1 v l(D#3t°— ^COtlMRN 

[0122] mRfcmfe^—^/^^?7—^—y^/^(?rt9s<4^±m) ic±^bu 45°c, 1 

mM HEPES-KOHMW^(pH7. 8h lOOmM IftS^y^, l%v^^Vl^W 
*3rM^\ O. 11%BSA, 4mM g^-^^^A, M dNTPs^H^^ 

^y^^^-^K^^— (DB134FN3 (16) y^-Y^— (ia?IJ^<DlE?IJ#^-12 
) ^^^^^y^^^K^-r-^— (D205RN3 (16) ^-f-^— (IS^lJ^(D|E 
^IJ#^-13) #25pmol, BcaBEST(^^M^"l±®) HU.Tli RNaseHII O 
. 05U, ^y— ^(^^W^-|±M)^tfSJ^«15 /z l^MU Rotor 

gene (CORBETT RESEARCH|±M) i-J: , 955 0 C-eiCANH^^f V\ ^UM<%) 

[0123] -^l^ JifE215R7°^^— ^fe^Lf'RT-ICAN<D^S^i0 2 =3t°— -efe 

12) ^T^-/Vi-512^S^5' Mmzmn\^tc7^—&)&*v^?u^^74 

-7— <DA12-215R£^fc^g\ i^S^lO^t 0 — £&«9, i^S^i^f f^_hb/- 0 * 

[0124] n^^^y^^v^K^-r-^— (D±mu^(-i i — 22) tcT^— /v-rsi 

2mM^ , ^mKHM\^tdy^—^m^V^^^^V^y^—(DAl2 (-lo)-2 

15R^^:/-d^<«j£m0 2 :=ifc o — -C\ 215R^^— (D^^^C^feof^ 
, 10 5 =tt°— (D^m^S^2^5l<^or!: 0 ^fc, 10 2 =it:°— frhlO 5 ^— CD&mfe 
, 215R7 7-r-^— <^#^^i:b-<-C^*tt(ffil^#mO. 997)^£>tWc 0 

[0125] m^^^rV^^\y^r^y P: 7^—(D±.mmMi-2l — 32) KT^— ;v~tz>i 

2Mm%5' Mm^m^fc7^—KZ)&*V^?^^7°74^— <DA12 (-20) -2 
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[0126] mr&ty^V^fVJrJ-y-??^— ©_hflEM«*3J:tJRRprimer©— SMUT— 

2(6)-2i5R, *3«t^— ^^y^^^^K^^— spiers— /W-s 

1 2i&S£5 ' ^m^M\^fcy^—^^V^^u^^y4^—(DAl2 ( 1 2) -2 
[0127] E*_L£>£.to&>e>, m~^y^^^\y^Y^^—<DAMnWi^T=-—;V'r 

[0128] (C)tfcf*3 

(-11- — 16, -11 19, -11 22) blsfz.j&Lfe^^y^— 5r|^T, RT-IC 

*1\ _hfEHJfe^!jl-(l)-e|^Mbfc»MRNA^OD260fa:j;(9f+^U 1 /* lfcfcfl 

io°, io\ icr\ io 3 , io\ io 5 =3t°— icftRufco 

:S:!^tS32mM HEPES-KOHigfff?£(pH7. 8) „ lOOmM WeW&jVV^ 1 
%^f;^;V*W\0. ll%BSA,4mM g^g^^^A, #500 a* M dN 
TPsfc, _hfE^fe^^^— ^^-y^^^^K^-r-^— C0215 
R^7-Y^— x A6 (-10)-215R7°^^— (IE^iJ^<DlE^iJ#-5§-14) „ A9 (-10) -21 
5R^7^— (E^J^<£BE^J#^15K fc5V^}3\ A12(-10)-215R7 P 7^— 
#lpmoURTase M-MLV (PJj^/M^rftM) 50U, 1 p. KD^H°— WCCO^M 

[0129] WiRJ&Wife-V— ^;v^^y—^—yr;v{^y^^iM) fcl*fes*U 45°C, 1 

mM HEPES-KOH|f^T^(pH7. 8). lOOmM g^^y^A. l%v^/KVV 
tfc^K O. 11%BSA, 4mM tiftfcv ? %>i/ty J* ^ #500 ix M dNTPsl^ 
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pl^y^^W^K^'f-v— <DB134FN3(16)^^— b$&— 2f-*9&Vtt? 
l/^-^-K7 c 7-('-^^-C0205RN3(16)7 0 7^^- #25pmoE BcaBEST(^#9'W 
tfrtiM) 11U, Tli RNaseHII 0. 05U, IMV^— *fy— ^-^XsUfifflXS » l£r 
Rotor gene (CORBETT RESEARCH^M) ("i'955 0 C"CICANHJS 

[0130] ^(Djfck^ 215R^7^— ^fe^Ef'RT-ICAN(D^i^^l0 3 3t o — -e*>^(D 

te*fru mc{S:g-ei|-^7^-y^^i/^K^ °9^--<^_b»?« (-11 — 16 

<DA6(-10)-215R£rfflWd^£\ ^Mtel0 2 =2t°— £&«9, JSSj&Slflfft-bUt, * 

[0131] ^n^^y^^V'^K^-Y^— <D_fcJfW$(-ll 19) ItT^— ;V~TZ>9 

MM%5'^^\z.ttlmj-d5¥-- &tf&rVtt?Us1r^K?9>{'?-- <DA9 (-10) -21 5 

[0132] mr.^y^rv^^^v^^— <D±tfm&t(-ii — 22) \tT^—/v-rz>i 
2i&m&5 ' 3m\z.ttinut , 5jr — j&tf&ryz* w-^k^-y <©ai 2 (-10) -2 

[0133] glOiW^^ ^^^^y^^^^K^^-^— (D_h^fJJg^T-— /W 
^^<D#:^^T5'^^#*PLfc9^^^y^^W^K^7^--^*5 

[0134] (D)tfeft4 

^^dr^^y^^V^K^^— (D±mm^(-1 12) ItT^— /Vi~S12 

igS&5 ' 3^fcW^fc7y—&f&*y^?\s*^}*Zf7^— (DAI 2-21 5R&T 
JBiyTc, RT-ICAN(D^tiiM. ^S^fcoV^tfctJUt, 
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*1\ ±fB^W!Jl-(l)-eiiBL/c»MRNA^OD260fgJ;«9|+#U 1 » XfotdQ 
10°, 10\ 10 2 , 10\ 10\ 10 5 nt o — \ZM9k\Jto 

Mti&Wk8&2rnbA HEPES-KOH*g?8f#e(pH7. 8), lOOmM g^#y»>^ 1 
%i^^/K*/1^3ri>'K 0. 11%BSA, 4mMg^^^^V!>A % #500 ^ M dNT 
PsfC A12-215R^^— lpmol, RTase M-MLViPX^/^^rftM) 50 
U\ 1 u KD^M°— ^(D^^RNA^^PbTclO /z KDS^fe|^Mbfc 0 

[0135] gfcsjsafcttif— ^vhw^— yr/v(??]7s^jr#M) t^yhu 45°c, 1 

0^{£#m, 4 < CK?fr*PUt > igte^KJSifcTfl, ^^10/zl^«:^mS32 

mM HEPES-KOHMW?R(pH7. 8), lOOmM g^#y«7i^ 

*^>K. 0. 11%BSA. 4mM B^Sh^-^V?^ 500 n M dNTPstC, f^ZL^r^ 

^^K^^M^— (D205RN3(16)^^— #25pmol, BcaBEST(^^W^- 
|±®D HU\Tli RNaseHII 0. 05U\ IMV^— ^^t?SJ^^15 ^ 1^ 
#PU Rotor gene (CORBETT RESEARCH|±M) ^<^ i 955 0 C"CICAN^j^ ; Sr 

ft v \ ii it«s^ & i im ^/v ( 1 5» # t-y T/v^-r A-e^ m ltco 

[0136] iii|igEil^El2^i- 0 g|2^b7^J:5^s lo'-io^t 0 — ^^MW(+BM#» 
. 992)^t±j$*K 10i7--r^/^rt^lO=tt°— ^<D%i)fc<DiLib±i)^&mm~?t 

[0137] ?v^h^hyv7°^<DmmK£&, 7°v—y^y ? y?4^—i/3^m'ehmm 
m^^mm^ft^fco 

[0138] ^n^Mhy^v^jgm^j;;^ ^V— zf'^fV?^— S^ifcWlf (ffigflfc© 
Hgf4, TaKaRa Bed-Side ICAN bla IMP Detection Kit (^#7^^±§g 
) Detection Set^BV\ ^(D^|^Bj!#^fEtt$ttTV^^m^^^ 

^oT^fofc 0 fc/cU ^[U^^m-C^^ ^^bTFITC^^n— ^SARS- 

BNI-B(ia^lJ^(^IS^lJ#-^16)^'a-tpProbe Solution£M£Jl U _hfE3rs>M^ 
^tb^blaMP Probe Solution^ J: TJ^IC Probe Solutionf3^fflL&7^o7i 0 

[0139] io°-io 5 =*\i°—/Ei)fc<Dmmmmz.£<9, ^tfecy^^os^^g 
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[0140] (3)1 step RT-ICAN<Z)^mf 

(a) mm 

[0141] M~**?*Vtt?\stt}fzf9^~<D±Wmi$(r-l 7) l£T=— /W-57ifc 

1 2i£^n n ^7^-y ^^w^K^-r^— ©_haeia^ (-1 — 1 2) ^r=— 

*1\ _hfE^»!jl-(l)-e|^MbriftMRNA^OD260ftJ:l9f+^U 1 lfcfcfl 
100, 10\ 10\ 10\ lo\ 10 5 nt- mfUSL'^o SI^^S32mM HEPES-KO 
H^#M(pH7. 8), lOOmM g£&#y?A % l%^f-/WV*^^H\ 0. 11%B 
SA, 4mM Ift^-^^v^i^ #500 ix M dNTPs^, H^^^y^^l^}-^ 

K^9^— <oi6ofn3^9^— (ie^j^»ia^ij#^-i7) ^n— ^r^^-y^^u 

J^KT^-v— <D241RN3^ e 7^— (BE^!I^<DBB^I##18) fcSV ^9 
^-y^^W^-^K^^—^ (A12) 241RN37 P 7^— (IE^lJ^<Z>@a^J#-^19) 
#25pmol, RTase M-MLVC^^^^IfcSD 50U, BcaBEST(^^W 
^-|±M) HU.Tli RNaseHII 0. 05U, IMV^— i^y— ^(PJjy/M^rftM) % 
^t?KJfcW24 nUZlv lC0#3t°— #[<Z>§|MRNA^2MU Rotor gene (CORB 
ETT RESEARCH|±M) ^£«945 0 C-C5£\ 55°C-e455H£^U m^M^&VT 

[0142] -?r(D|§^: N ^^^9^-y=f^^l/^-^K^^-^— <D241RN3£Jll^RT-ICAN 

^(-1 7) ICT^— /Vi-^7^^5'^^#*PL/c(A12) 241RN3^-r-^ 

— £rffll\fc*§-£\ ^S«10 3 =3t°— irJfet), iSS^2#Tfn]_hL7i 0 ^7c, 105=3t°— (£> 
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[0143] Sk_k<DZkt>^ M—**9*V^JZ?i'^} f zf9^—<D±mm&fcT~—sl'1r 
[0144] (B)tfcf*2 

lstep RT-IC AN '<D%j&K&l£1r, ^^^^)^^U^Vzfy^—(DAi 

[0145] mr.^y^rV^^U^^94-^—(D±mU^(-l 12) IZT^— /V~f%12 

CANfcffc&m—^^-— ^rt-eiWIBt^ff^lstep RT-ICAN(DMJS^ K^WL-X 

*1\ _hfE^»!jl-(l)-e|SMbfc«MRNA^OD260ftJ;S9|+#U 1 n VhtdO 
10°. 10\ 1(T\ lo\ 10\ 10 5 =it:°— SH-lftS32mM HEPES-KO 

HMW^(pH7. 8), lOOmM g^^y^A, 1%^^ /W^^rv-K^ O. 11%B 
SA, 4mM tift&^ff^Z/tyJ*^ ^500 ^ M dNTPstC, M^^^D^^^^ 
K^W^— (D134FN3 (16) :/5M^— (E#l^tf>E?!|#-i§-20) tm^^^J^ 
^^W^-^K^ P 7^^-<Z)205RN3(16)^ P 7'1'^^- i §-25pmoU RTase M-MLV 
(ZJjys^^TttM) 50U, BcaBEST(^^W^"l±M) HU.Tli RNaseHII 

O. 05U, 1M>*— j/y— ^ (^7^^^±M) M^24 m lir^ £^-5^— 
^^^-y^^W^-^K7°7^— <DA12-223R7 P 7^— 2. 5pmol^Px.7^S 
J^^24 ju ltd l©^nt°- #:O^^RNA^-^Pb, Rotor gene (CORBETT 

RESEARCH|±M) K^A&CXSft, S&CXASft&W^ i^ti&M^&VT 

^-e^muf-o -ate Rfomm*£3%Tjfv— ^/pmu^m^^xhrnmi^tio 

[0146] ^tCDMs^ 9^—^f$*y^^?U^}?y°94^—<DA12-223R^94^—&m 
iPUto^ofc lstep RT-ICAN(Di^S^i0 3 =it°— -efe^(D^>^b, A12-223R7" 
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[0147] U±(D^bfrb, 9^— Srlstep RT— I CAN CD 
[0148] 

y-T— if 2}frf^ (ALDH2) O^M^M^ftS^^f^ 

[0149] icAN^i:i7--r^y^w— ^^ffiv ^cyr/i^A^m^^M^m^ 

— KbTV ^itfs^- (GenBank Acc. No. : AH002599) ^iHIRLfc 0 
^fifc^^&V ^^^12^^ 487# @ (D^Vl^>^(GAA) £>y v^(AAA 

[0150] ICANMJ^^^-^T/V^tK^V^Kny^— ^2»^^(D#M^m^fT57b* 

||^^7^y^^V^K^7^--t^^-r§ICAN-ALDH2-F^ P 7^ 
— (E^J^©E^J#-^21) . 0— dr^^-y^^^^K77-r^— H^H^i"5lCA 
N— ALDH2— Ry^^f "V" — (@B3W<Dia^lJ#^-22) ^DNA^^oi (Applied Bios 
ystems|±M) lc£<9&f&lsfc 0 iE^M^mfflALDH2 wG^n- zf (IS^M 

<Z)IE^iJ#-^-23) &TJ^M3!tfetfJJBALDH2 mA7°n-7" (BE#l^<£>E#l#-^24) 
Sr^Ufco !E^M^mfflALDH2 wGyn-^ii, 5'*«8J!:^3fe««t 

bTROXtli^ (Applied Biosystems|±M) ^ 3 ' ^^iC^^^WiWitL^XEcli 
pse (Epoch Biosciences£f^)&^MMtfctfifflALDH2 mA^n-^llS'^ 
S^^^tlf^^bTFAMtlS (Applied Biosystems|±S) , 3 ' t^S^^^^^ 
^HSib"CEclipse^#*Pb7"cDNA-RNA-DNA^^7 0 <D^-y=fX^U^-^-K^n 

[0151] $e>n^ _L?en— ^^y^y^^^vyy^—cDtmmi&i-i — 12) kt=. 

— 12i£^5' 7^S^#^Pb, ICAN-ALDH2-R^°7'1'-^— 

fc7^- 7#^^-y=f^^^^K^^— <DALDH2-THl(IS^J^<D@S^IJ#-^25 

;ICAN-ALDH2-R^-^^-y^^W^-^-K^7^^— ^^fbT-l h 15) „ ALD 

H2-TH2 (IS?lJ^<DlE^lJ#^-26 ;ICAN-ALDH2-R^-^7^-y^^W^-^K^°^ 
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h6) , ALDH2-TH3 (|B^lJ^(DlS?lJ#^-27 ;ICAN-ALDH 

2-R^9^rV ^^vo^K^Y t^-LT-i 7 — 2) £i^£Lfc 0 

[0152] m^ht£W;J*DNK\^ ^S7HT— ^^>^>b<D^htitc fflfemMtlrXED 
TA^rffl V ^ftJtMf-^Zf^X t> ^ QIAamp DNA Mini Kit (QIAGEN^) ^ffl V > 

[0153] ICANR)fc<Dfc}fc£kmi£XT(Dm<QXhZ> 0 1r?j:t>h, ftj&«,g32mM HEPE 
S-KOH^fin^ pH7. 8, lOOmM Wt&tftW^ 5mM g^-^^i/^, 1% 
^fA-AWf^K, 0. 04% ^nfcV^T^X, 0. 11% ^XlfiLftT/K/^ 
, ^§-600 ju M dNTPs, 4U BcaBEST DNA^U^^^if , 100U Tli RNaseH 
II, #50pmolC0ICAN-ALDH2-F7°7^T^— *3J;D ? ICAN-ALDH2-R7°7^r^ 
— , 5. 5pmol ALDH2 wG^n-^, 6pmol ALDH2 mA7°n-7\ ftlSirft 

<£>ALDH2-THlfe5V M3ALDH2-TH2&SV MiALDH2-TH3^1pm 
<4*#M) IttybU 70°C. 5^M3SUc&i\ 56°C. 605>?M^#bfc o ft*3 % 

[0154] *fc, ^VADNA^Mirb, ALDH2-F^7^^— (BB^J^O@a^J#^-28) 3o J; 

t>ALDH2-R^^-^— (IS^IJ^(D@S^IJ#-i-29) (DZf?^— ^t^fflV ^PCR&fr 
V \ #e>tbfeiitBS#JSrMicrocon-30 (5U^?Ttt) -eltSLfcf, Eco 57IT?^>fk 
U 3% NuSieve3 : YTJJv—JVf?;V (&X9s^$-#M) fcT^tftcKjSrfTV \ RF 
LP d J;§^tV^fTo fc 0 

[0155] PCRte, TaKaRa ExTaq (^^M^ttM) SrfflV ^TfTofco i~&fc>^ Jftil^ft 
SlXExTaqjjg®?R, #200/zM dNTPs. 1. 25U ExTaq, # 1 0pmol(£> ALD 
H2-F^7^— *3J: - a ? ALDH2-R7 P 7-Y^— . f^tftZl^blsTnMWtW? 
/ADNA 5 ju l^^PU &ffi7k\ZXlk1&&A.50 ju lfcUt, RSlS?SSr9— ^ 
t^7-SP (^#^-^±§9 ^i?s>hU 94°C, 30$J><£>#>£:, 94°C, 30#\ 55^ 
, 30|>\ 72°C, 30#(DlM^/V^30lM^/V#93MLfc o 

[0156] Eco 57Ite, CTGAAG&fflmiTZfflm&^-elby. 7 /V^Vm'K7 2 Vm'KW^ 



WO 2005/056790 



42 



PCT/JP2004/018137 



[0157] ^<D^0k, Eco 57rC(DPCR RFLP^3ol ^T, if t©04&tfMlO^&;h,fcfc<at^ 
^^yy^DNAiT-^/V^ffiV^fc^^, ALDH2-TH1, ALDH2-TH2, ALD 

Ct<ga5/h&<fc5* i-^^^SJ^tt^-h#^^*6t)tl,f'o £fc> ALDH2-TH3(D^ 
-^-efifife^^tL^^ofc^, ALDH2-TH1, ALDH2-TH2^Px.fc^-^fiFAM 

[0158] [^1] 



l c t Mco^it 







ALDH2-TH1 


ALDH2-TH2 


ALDH2-TH3 


ROX (wild) 


30. 3 — 33. 03 


21. 01 — 23. 87 


21. 06 — 27. 37 


22. 91 — 24. 05 


FAM (mutant) 


36. 45 — 40. 44 


22. 9 — 28. 0 


25. 65 — 27. 98 


24. 83 — 34. 71 



[0159] [^2] 



2 MM 







ALDH2-TH1 


ALDH2-TH2 


ALDH2-TH3 


ROX (wild) 


350 — 340 


330 — 350 


350 — 370 


340 — 380 


FAM (mutant) 


150 — 245 


285 — 370 


370 — 380 


145- 250 



[0160] Eco 571^(DRFI^PK^\^X^UM^^Wr^Uf'^t\^X^r.^(D^9^^h 
[0161] (2)ALDH2#M^ffi^^^SJS^^»i-^7^— 7T^^y^yv^K7°7 



WO 2005/056790 



43 



PCT/JP2004/018137 



©5 ' 3m\ZttlmVf£JM^ffl<D$b&(Dtffo 
[0162] mnffl2-(l)X*<DICAN£C)&b-y-'(?V^-7'v— ^^fflV^ytyT/^^i^^m 

tH"E7h 0 

[0163] H»!|2-(l)^|^|#^, ICANSiS^-ei^T/^tK^V^K^^— if2iH£ 
^-(^ ^ ft (DIC AN-ALDH 2-F^7^^— ^ ICAN— ALDH2— R:/ 
y^—, iE^M^imfflALDH2 wG7°ci— ^^MS^mfflALDH2 mA7° 
u—Zf&mmVtio iE^M^mfflALDH2 wG^n-^tt, 5'7^S^3te^^b 

DH2 mA/n-^li, 5'^^iC^^MWLt\^XFAMmWL. 3'^^K^^^ 
t^i^^bTEclipse^#^Pb/tDNA-RNA-DNA^'f^ 0 (D^-y=f^^W^-^ : -K^n— 

[0164] &tbK. IC AN-ALDH 2-F7°^^-^— <D±Mffi$(-l 12) XC7 z=s— ;V-$"£> 1 2 

IfiSSrS'T^BlCf+iPU ICAN-ALDH2-R7 P 7'f^— ttjEfcKSUfc^— ^ 
^-y=f^^l/^-^-K^°7^'^^-(DALDH2-TH2(ICAN-ALDH2-Rdr7 { 77 0 9^f'-^ 

— h 6) ^(D m ^.Zfy^—(D5 y ^ZiffiKtfML-XhZ) 1 2i£S3:BkV > 

7c ALDH 2— TH4 (ffi^iJ#^-30) Sr^J&L-fco 
[0165] ftlM^S^V^DNAf^ 4>-73— J*F^~t>h<D^hthfc HALTED 
TA^ffl V VclfelSi^^y/V i (9 , QIAamp DNA Mini Kit (QIAGEN|±) ^ffl V > 

tlSL^O© 5 ^\ RFLP iS^-ftV^ J: «9 ^^n^#:»fg£;h,7c^ <Z> 

[0166] ICAN^J^cDSJ^^fr^WT^ii^-e^o i~^^^>, *,1^t,g32mM HEPE 
S-KOH^y7r-^ pH7. 8, lOOmM g^^y^A, 5mM gl^^^v^i^ 1 

% >^VK*/M}^yK\ o. 04% ^ntvy^r^y, 0. 11% ^>lk?tT/V^ 

>\ #600 /z M dNTPs, 4U BcaBEST DNA/Ky.? 4 :? — £\ 100U Tli RNase 
HIE €-50pmolC0ICAN-ALDH2-F7 o 7^^— SoJ;tJ ? ICAN-ALDH2-R7 9 7^' 
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5. 5pmol ALDH2 wG^n-^, 6pmol ALDH2 mAT'n-^', §|M 
K^°7-f'^^-C0ALDH2-TH2$>^)V M*ALDH2-TH4^1pmol^P^L, dfc^^fcT 

, 70°C, 5^MLfcJbi:> 56°C, mftmm&UgfUto *43, 3bfe3££tf>«!l5tra\ 
[0167] -^(Dl^ ALDH2-TH2^SJ^^ \Z.M?LtM&, <D&3& &TM\&£flZ> 

o ^\ ALDH2-TH4^HJ^^ \Z.M^kM^U. Ctffi^^btefg&^T , 
aftSfcfc&fbt^fc&fafo&^ofco "fTfcb*^ ALDH 2— TH 2 <£> 5 ' {CttjbBl/rfcS, 

ICAN-ALDH2-F7 P 9-Y^ r — O-h^K^^C-l 12) tCT^— 1 2IMO& 

V ^ALDH2-TH4£r,KJ^ l^Px.fc^^^f*, ALDH2-TH2t?fflH8$tb5S^ti 

[0168] [^3] 



3 C t CO ^ ft 







ALDH2-TH2 


ALDH2-TH4 


ROX (wild) 


28. 2 


23. 9 


27. 2 


FAM (mutant) 


34. 08 


24. 7 


34. 8 



[0169] \MA\ 

*4 St^S-IS 







ALDH2-TH2 


ALDH2-TH4 


ROX (wild) 


310— 320 


410—420 


350— 360 


FAM (mutant) 


270— 290 


465—475 


230—240 



[0170] (3) u^^&m^tfzRfomzmnir&^y-- m^t-v^^^vzf^^ 

[0171] $&r.**7&y=tX?l'&^}*Zf7^~<D±ffiffl&(-l 12&5VM2-13 24 

) kt~— /vi-§i2^^5'^^#^pbfc^y—^^-y^^w^K7 p ^-r^ 
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[0172] ICANSJ^i:i7-^y^V 0 n— ^MV^cyT/V^A^m^*fi-§^i-oV> 
XWfi'LfCo Mip (Legionella pneumophila, mac 

rophage infectivity potentiator (Mip) ;GenBank Acc. No. :AF095215 

j^bfc 0 MwMi^^m Mi P 4gi2^n— ^(ga?ij^oge^ij#^-33)^ 

^LTto £fc, Mipitfc^tffiffl Mip4gl2yti-^{i, 5'«^3fetimi:UT 
FAMtlf^, 3' 7fe^^^^^^^|^^L-CEclipse^#^Pbf'DNA-RNA-DN 

[0173] $£>^ ir^r^^y^^Wtf K^^^-ClIfJI (-1 12fc3V^-l 

3 24) t-T^— /V-r§12M^5'^^#^PU Jf§— **9*V=rx?U*<7-}?zf 

94^-Hmz.mmvtc9^-nm^v^^^^ : 74^-<DR2 (-13) csa^u 

ietf>gE^J#-^34 ; f§— ^^y^^U^K^-Y^— ^^fbT-13 29) , R2 

(-1 3) Al 2-1 (BE#l^<E>BE?y##35 ; W>— ^9^rV =*3** W^KT'W -e— 

LT-13 29*P^©5 '^i^^dr^^-yrf^W^K^^— <D±«^ 

-1 1 2<£> 1 2^X^#^PLfc) , R2 (-1 3) Al 2-2 (|E?!l^<£>E#|##36 ; ||— =>r 

^^v^K^9^— 0>_hfcft1!W£-l3 — 24012ifc^Sr#*nLfe) Sr^Ufco 

[0174] i#M£&3^VADNAte:, EnviroAmp™ (PERKIN ELMER|±M) i-M©Le 
gionella pneumophila Control DNA^HS^ILTho 

[0175] ICANKiS©SJS?^ff : F±WT©ffl5"e*>5o i*J&*?*>, fi:^ftS32mM HEPE 
S-KOH/^y77-^ pH7. 8, lOOmM g^#y^A, 5mM gl^v^^^A, 1 
% v^^/K^/V^v-K. 0. 11% ^^JifT/^^y, ^500 jz M dNTPs, 2U 
BcaBEST DNA^y^7- if. 100U Tli RNaseHIE i §-25pmolC0F2^7^ _ 
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9WVt^^5>fv-fcj;rj^^5*!>WVtfK^5>fv-, 5pmol Mi 
p 4gl27 P n— 7\ iM£&5Control DNA 200=ifc o — £3fcfc£U t>L 
< ^R2 (-13) Al 2-l$>5 V ^2R2 (-1 3) Al 2-2£r lpmol^JPx., ^0tK tCTfi:*!-^ 
A25 ^ lfcUt, flBtJ»£^— hlM^T— (^9y<4^±m) iC^yhU 70°C, 
5^ab7t$?^, 53°C, 90^UJg£{£^Ut o £33, ^3fe5SS»S'J^«, 53°CT? 

[0176] -?r(D^^5^^i- 0 ^5^U5lJ;5^ 7^— ^^y^^W^K^TWV 
— <DK2 (-13)A12-lfe§V^{*R2(-13)A12-2^HJ^^^Px.^:#^ 

[0177] [^5] 



5 C t m CO & \\L 





M ife hu 


R12 (-13) A12-1 


R12 (-13) A12-2 


FAM 


74. 17—81. 12 


44. 11— 54. 61 


48. 03— 55. 89 



[0178] mMm 

[0179] m%lbt£%mm±.^\ 3^<DICAN primer<Z>5'^m9i:^fJi^6:fe£K<Df@ 

m&JtemM&WAU lCANECmz.R&irBW$:&tc 0 ^m*f^«, thc-Ki-ras 

2i&fc^ L (GenBank Acc. No. :L00045)^SRLfCo 

[0180] mjt<dican primer (D 5' ^±mm^mm^^^mm^\^mmt6 

Human genome (^ti^^y^±X'0MA) ^ft&M^c-Ki-ras/l^F:/^^^- ( 
@a^J^^@a^lJ#-^-37) irasTIRT °5M^— (BE?!l^<£>E?!l#-^38) £>3l 
©^v- (D5' ^S^ffiMW^IS?IJ^#*PLfcrasT14F7 7^— (ia^J*<DlE 
^lJ#^-39) ^rasT4R7°^-^— (IB?lJie<Dia^lJ#^-40) ^ffl V PCR^f ofc G 

nbti±m}i^m ^^kpuciis (^7^m^-i±®) tf>HinciiiMMc 

#AL7Co ^^fc^T^KJ;^ c-Ki-ras/ / 12F7°^-^— fcSV^*rasT14F7° 
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^pUC118(clT^— /Vi~5M13 primer M4 (^#7>^W±|Si) 
[Bj-efe^^^^K^MS'JbfCo ^(DICAN primer<D5'^_h»iis£ 

[0181] _hfBI«b7ty7^5KDNA^OD260'fS:j:«9ff^:L, 1 ^ lfcfc«910°, 10\ 10\ 1 
0 3 r3fc°— (^llLfc, H:H2§ig32mM HEPES-KOHMffim(pH7. 8), 100m 
M g^^y^A, ^v^vl^/M^v^ 0. 11%BSA, 4mM g^^^S/? 

^500 ju M dNTPs^, c-Ki-ras/12FN3^7^y^^W;^K:/7-l'^'^- 
(ge^lJ^<Dga^lJ#^-41) ^c-Ki-ras / /12RN3dr^7^-y^^V^-^K^°9^'-^^- ( 
gS?lJ^(Dge^lJ#^-42) #30pmol, BcaBESTC^^W^-^S) 2. 8U N SHI 
<&HSf|02/22831^v-^:7W5/h Hife^!j7^fB4fe(D^ax-eMMb^Afu RNase 
HII 2. 2U, ^ti>HJ^^24 jtt 1 l(D#=it°— ^CCD^MDNA^r^Db, It— 

[0182] ^(DICAN primer^' ^S_h«^^0j!#^BttW^ga^J^^ 

£>*V?\ ^^bfci^S^i0 3 =3t°— -efe§(D^^fU 2^<DICAN primer^' 
^^i-SJi^i^^ffi«W^ga^JCGCGCG^i-Sy 0 ^5KT16^M^b 

TVkJ^^ftU P UC118(DHincIIi^-rh^i7-^ci— ^^LT, ^KSS^J^ 

7^— WMtt-Z— ^Vhtfi^^^ICAN primer^ 5 '^_h«t 

^_hcor^^)^, ^(DICAN primer(D5'^_h«^^#^i-§+BM^J^ga 

[0183] (2)^Si:^5^^_h-C\ «<Z>ICAN primer<Z>±Mifc#^i-3flMlft@E^J 
<Z)ICAN(DSJ^ ^^^-TStl^2 
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[0184] $mbf£Z>m^±X\mjj<DICAN primer<Z)5'^Sj:(9_h^fJ^^fc^3^S(D 

nm^mm(DicANRm^R^ir^m^M J fc 0 ^mnm^ Mcp P B(Neisse 

ria gonorrhoeae cryptic plasmid protein (cppB) ;GenBank Acc. No. : 
M 1 0 3 1 6) Mfs^aHIRLfCo 

[0185] HSf4«T©J:5i-lSLfc 0 

mmy/j» (fiis^T— -^o*— -rzyB^/vx'omA) &mm icpjdbf:^^— ( 

ie?IJ^»ge^lJ#^-43) OTDBR^-f-^— (ge?lJie<DgE?IJ#-^44) ^ffl v vr, PCR 
^fTofdo #^fcif>t^¥^bb, 7°7^KpUC118(^^^M^±M)OHincI 
IlMM£#ALfc 0 ^t^ttfc^^Ki^, PJDBF^-f-^— ^pUC118^T^— 
/Vi~5M13 primer M4 (^^7^M^±M) ^^^"^"efe^^^K^jgStJL^ 
^KCpl3^#fc c 

_hfB^^KCpl3^M^, WV*?— HWfcfc*i(Bt"3;fca?>^ PJDB0FN3^7 
(BB^iJ^(Dga^iJ#-^45) ^PJDB0RN3^7^— (gE^lJ^<DgE^iJ#-^46) ^ 
l£tfUc 0 £<£>i§^\ PJDB0RN377-r^— <D5'^^P^Lfc_h^(DgS^j3^^ 

i$^te&<, PJDB0FN37°^-7— (D5'^cffij: , 9-h^34^X<D{iM^#^i-§ 0 r. 
<£> 3i£K<DIC AN 1-j^#2r J!^ 
[0186] _hfBf^b/c7 o ^5KDNA^rOD260'fej;«9ff-^L, 1 m lfcfc«910°, 10\ 1(T\ 1 
o\ 10\ 10 5 , 10% 10\ 10 8 3t°— ^MMbfco Hl^tJg32mM HEPES— KOH 
jgSf^(pH7. 8), lOOmM @^#y>%k, l%v > ^/V^/V*^rv'K\ 0. 11%BSA 
, 4mM ftftk*?? ^500 ju M dNTPs^ PJDBOFN3=>r^5^J-y=<^W 

^^f-Yzfy^— ^PJDB0RN3^9^-y^^l^^-^K^7'l'^^- #30pmoU Bca 
BESTC^^^W^tUi) 2. 8U, Afu RNaseHII 2. 2U£r^t?,R/&?&24 ju H£ 

„ i ju i©#=»tr— ^(o^^dna^^pu ^vhm^— y^/is&x^s* 

-Y^-^tai) "C, 55°C-e60^-SJ^bf' o Jt#gS#>f*3%T^fn— ^y^S^ib(j:«t«9 
[0187] ^-^VHJ^i7-^X(D^^K^^^r^^ftlJ^^MlELV>^-^ 
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, yy— mm\t¥— fvymwnjjtDicAN primer^ ^m±mmmz.f?fe-r 

[0188] S^±(DZ.bfrh, Mi3 (DIG AN primer<D5' ^S_h«^^#^i-^^SM^J^IS 

feM7j<DICAN primer\Zfe&i&VfcMi&^ &3V>te N ICAN primer ^K^^IC A 
N primer<D5' ^Ji^^^^^^MW^IS^J^^^^ttf'fS^^^^ 

[0189] Hife#!l4 

(-1 6, -1 9, -1 12) blsfcm&^-S*?^— ^fflV^T, RT-ICAN(Dig 

[0190] x _h|BH^Jl-(l) -C|QMLfcttMRNA^OD260fa:j;(9|+#U 1 ju lfcfc<9 

10°, 10\ 10 2 , 10\ 10\ 10 5 ^t o — KMMlsfco 

M:$&M&32mM HEPES-KOH^rlS(pH7. 8), lOOmM g^gt#y»>i^ 1 
%v^<^/K*/1^3rv'K, 0. 11%BSA, 4mM W^Wt^?^ 1 ?^ #500 n M dN 
TPs^, _hfSitfe'¥77^— £l/C7y— ^^-y^^l^^Ky^^— <^215 
Ry^-f^—, A6-215R^^— (@a^lJ^(D|e^lJ#^-47) „ A9-215R-y°y~4^— 
(ia^'J^^ia^lJ#^-48) „ A12-215R^°^-e— ^lpmol, RTase M 

-mlv (PJjy/^^rftM) 50U, l /z i<D#=3t°— Wccom^RNA^mMl^fcio n 1 

[0191] ^.m^M.n^— ^;v^-Ayy— y^/W^#^-W±®D &£i?s>hU 45°C, 1 
0#f?^#f^ 4°C^^PU7t 0 ^^SJ^^Tm, iRMlO M mM g^#y? 
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A. l%iy^;V^;V^iyY\ 0. 11%BSA, 4mM MfeWt??^ 1 ?^ ^500 u M 
dNTPst^ H^df-^^-y^^U^-^K^^^(DB134FN3(l6)^°^-^— t 
H— ^r^^-y^^^^K7°^-^— (D205RN3(16)7°^-^— ^g-25pmoU Be 
aBESTC^^W^-ttSi) 11U, Tli RNaseHII 0. 05LMH>*— 
^t?Rfcj&15 m l£r$^&PU Rotor gene (CORBETT RESEARCHttM) \^XK> 

[0192] m~*^*y^^?U^\?y°74^—(D±%imi$c(-l 6) \Z.T^— 

m&5' M^HMX^tdy^— Jfr^y^ZX/^Yzfy^— <DA9-215R^fflV > 

m.m&5 ' ?f^^-y tt?]s**?Yzf ! 7^— ©Al 2-2 1 5R& 

[0193] £l_k<DZ.bfrb, 7?— Mf&^-V^^U^Vy'?^— <D5'M$ftlZtfJ)\\t$tlX\^ 
[0194] 

12, -1 18) ib/ci^fe^^-l'^— ; SrfflV^fcRT-ICAN(D^i^^oV^-C^ 

[0195] ±ISH»J1-(1) -eMMb^MRNA^OD260fCi(9ff ^L, 1 n l&tdQ 
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io°. io\ io 2 , io\ io\ io 5 =3t°— KMMisfco 

Mi%&M&32mM HEPES-KOHMW^ (pH7. 8). lOOmM g^^y^A, 1 
%-J ^3- /V^/Vfr^Y\ 0. 11%BSA, 4mM Wt^^^ 1 ?^ #500 n M dN 

TPs^, ±M^m^"7^— bLX??— J&f&^rV^^u^}?^^— (D205 

RN3(18)^^— , A12-205R7 S 7^— , A18-205R^°9^^ ( 

IS^J^C0lE^IJ#-^-49)^-lpmoU RTase M-MLV {^^Jy^^T^M) 50U, 1 
ix \(D^\£— #CCD^MRNA^r^nb7^10 l<DSJ£$^I$®iLfc 0 
[0196] i%fcmm^—^^4?7—^—V^?V{$%7^4^±M) fc*fes*U 45°C, 1 



mM HEPES-KOH^WIg(pH7. 8). lOOmM WtMJjVtyJ*. l%v^^-/KW 
tf^v-K O. 11%BSA, 4mM Ift^-^^v^i^ #500 n M dNTPsi^ 

^7^-y^^i/^K^7^— (DBi34FN3(i8)^7-r^— 

W^K^-Y^"— O205RN3(18)7 P ^^— #25pmoU BcaBEST(^#7'M 
^-|±M) 11U, Tli RNaseHII 0. 05U^a"ti\Kj£;$a5 m l^^PU 17— ^ 

[0197] -^(Df^ 205RN3^-T-^— -ei^fe^b/'RT-ICAN(D^S^i0 2 =3t o — -efe§ 

tfH^U ^^©^^^^^^^^^^^^--^±^^(-1 12 

) ^T~— /Vi-^12^^5' ^^tt^PLfc^— ^^y^^^KV 

— <DA12-205R£Jll^d^\ *5j:t>\ ^^^^y^^l^W^-Y^— <£> 

_h«w^(-i — is) ^T^-/v-r^i8^^5' ^^#*pbfc^— 

XsHrfT?*?^— (DAI 8-205R^ffl V ^c#^JSS lO^fcT— £&«9 , V ^Tfrl 
(D^^^*DV>TMig^l^ffB]_hb7i 0 A12-205R, fc3V^3 N A18-205R 

[0198] J^_hTC^tb, m~**9*Vtt?l'^} f zf7^~<D±ffim&lZ7~~/]'1r 
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[0200] SEQ ID NO. 1: A portion of SARS coronavirus genomic RNA reverse transcripted 
to DNA. "nucleotide 1 to 5 is Hindlll restriction site- nucleotide 238 to 242 is 
BamHI restriction site." 

SEQ ID NO. 2: Designed chimeric oligonucleotide primer designated as 
205RN3(18) for synthesizing cDNA from mRNA, and to amplify a portion of SARS 
coronavirus genome, "nucleotides 16 to 18 are ribonucleotides- other nucleotides 
are deoxyribonucleotides/ / 

SEQ ID NO. 3: Designed oligonucleotide primer designated as A12-205R for 
synthesizing cDNA from mRNA. 

SEQ ID NO. 4: Designed oligonucleotide primer designated as 215R for 
synthesizing cDNA from mRNA. 

SEQ ID NO. 5: Designed oligonucleotide primer designated as A12-215R for 
synthesizing cDNA from mRNA, and to amplify a portion of SARS coronavirus 
genome. 

SEQ ID NO. 6: Designed oligonucleotide primer designated as A12-223R for 
synthesizing cDNA from mRNA, and to amplify a portion of SARS coronavirus 
genome. 

SEQ ID NO. 7: Designed chimeric oligonucleotide primer designated as 
134FN3(18) to amplify a portion of SARS coronavirus genome, "nucleotides 16 to 
18 are ribonucleotides- other nucleotides are deoxyribonucleotides." 

SEQ ID NO. 8: Designed oligonucleotide primer designated as A12(-10)-215R for 
synthesizing cDNA from mRNA, and to amplify a portion of SARS coronavirus 
genome. 

SEQ ID NO. 9: Designed oligonucleotide primer designated as A12(-20)-215R for 
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synthesizing cDNA from mRNA, and to amplify a portion of SARS coronavirus 
genome. 

SEQ ID NO. 10: Designed oligonucleotide primer designated as A12(6)-215R for 
synthesizing cDNA from mRNA, and to amplify a portion of SARS coronavirus 
genome. 

SEQ ID NO. 11: Designed oligonucleotide primer designated as A12(12)-215R for 
synthesizing cDNA from mRNA, and to amplify a portion of SARS coronavirus 
genome. 

SEQ ID NO. 12: Designed chimeric oligonucleotide primer designated as 
B134FN3(16) to amplify a portion of SARS coronavirus genome, "nucleotides 14 to 
16 are ribonucleotides- other nucleotides are deoxyribonucleotides." "5'-end is 
labeled with biotin." 

SEQ ID NO. 13: Designed chimeric oligonucleotide primer designated as 
205RN3(16) to amplify a portion of SARS coronavirus genome, "nucleotides 14 to 
16 are ribonucleotides- other nucleotides are deoxyribonucleotides." 

SEQ ID NO. 14: Designed oligonucleotide primer designated as A6(-10)-215R for 

synthesizing cDNA from mRNA, and to amplify a portion of SARS coronavirus 
genome. 

SEQ ID NO. 15: Designed oligonucleotide primer designated as A9(-10)-215R for 
synthesizing cDNA from mRNA, and to amplify a portion of SARS coronavirus 
genome. 

SEQ ID NO. 16: Designed oligonucleotide probe designated as SARS-BNI-B for 
detecting an amplified a portion of SARS coronavirus genome. "5'-end is labeled 
with FITC." 

SEQ ID NO. 17: Designed chimeric oligonucleotide primer designated as 160FN3 
to amplify a portion of SARS coronavirus genome, "nucleotides 16 to 18 are 
ribonucleotides- other nucleotides are deoxyribonucleotides." 

SEQ ID NO. 18: Designed chimeric oligonucleotide primer designated as 241RN3 
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to amplify a portion of SARS coronavirus genome, "nucleotides 12 to 14 are 
ribonucleotides- other nucleotides are deoxyribonucleotides." 

SEQ ID NO. 19: Designed chimeric oligonucleotide primer designated as 
(A12)241RN3 to amplify a portion of SARS coronavirus genome, "nucleotides 18 to 
21 are ribonucleotides- other nucleotides are deoxyribonucleotides." 

SEQ ID NO. 20: Designed chimeric oligonucleotide primer designated as 
134FN3(16) to amplify a portion of SARS coronavirus genome, "nucleotides 14 to 
16 are ribonucleotides- other nucleotides are deoxyribonucleotides." 

SEQ ID NO. 21: Designed chimeric oligonucleotide primer designated as 
ICAN-ALDH2-F to amplify a portion of human aldehyde dehydrogenase 2 gene, 
"nucleotides 18 to 20 are ribonucleotides- other nucleotides are 
deoxyribonucleotides . " 

SEQ ID NO. 22: Designed chimeric oligonucleotide primer designated as 
ICAN-ALDH2-R to amplify a portion of human aldehyde dehydrogenase 2 gene, 
"nucleotides 18 to 20 are ribonucleotides- other nucleotides are 
deoxyribonucleotides . " 

SEQ ID NO. 23: Designed chimeric oligonucleotide probe designated as ALDH2 
wG probe for detecting an amplified a portion of native human aldehyde 
dehydrogenase 2 gene, "nucleotides 11 is ribonucleotide- other nucleotides are 
deoxyribonucleotides." "5'-end is labeled with ROX, and 3'-end is labeled with 
Eclipse." 

SEQ ID NO. 24: Designed chimeric oligonucleotide probe designated as ALDH2 
mA probe for detecting an amplified a portion of mutant human aldehyde 
dehydrogenase 2 gene, "nucleotides 11 is ribonucleotide- other nucleotides are 
deoxyribonucleotides." "5'-end is labeled with FAM, and 3'-end is labeled with 
Eclipse." 

SEQ ID NO. 25: Designed oligonucleotide primer designated as ALDH2-TH1 to 
amplify a portion of human aldehyde dehydrogenase 2 gene. 
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SEQ ID NO. 26: Designed oligonucleotide primer designated as ALDH2-TH2 to 
amplify a portion of human aldehyde dehydrogenase 2 gene. 

SEQ ID NO. 27: Designed oligonucleotide primer designated as ALDH2-TH3 to 
amplify a portion of human aldehyde dehydrogenase 2 gene. 

SEQ ID NO. 28: Designed oligonucleotide PCR primer designated as ALDH2-F 
to amplify a portion of human aldehyde dehydrogenase 2 gene. 

SEQ ID NO. 29: Designed oligonucleotide PCR primer designated as ALDH2-R 
to amplify a portion of human aldehyde dehydrogenase 2 gene. 

SEQ ID NO. 30: Designed oligonucleotide primer designated as ALDH2-TH4 to 
amplify a portion of human aldehyde dehydrogenase 2 gene. 

SEQ ID NO. 31: Designed chimeric oligonucleotide primer designated as F2 to 
amplify a portion of Legionella pneumophila mip gene, "nucleotides 15 to 17 are 
ribonucleotides- other nucleotides are deoxyribonucleotides." 

SEQ ID NO. 32: Designed chimeric oligonucleotide primer designated as R2 to 
amplify a portion of Legionella pneumophila mip gene, "nucleotides 15 to 17 are 
ribonucleotides- other nucleotides are deoxyribonucleotides." 

SEQ ID NO. 33: Designed chimeric oligonucleotide probe designated as Mip4gl2 
probe for detecting an amplified a portion of Legionella pneumophila mip gene, 
"nucleotides 4 is ribonucleotide- other nucleotides are deoxyribonucleotides." 
"5'~end is labeled with FAM, and 3'~end is labeled with Eclipse." 

SEQ ID NO. 34: Designed oligonucleotide primer designated as R2(-13) to 
amplify a portion of Legionella pneumophila mip gene. 

SEQ ID NO. 35: Designed oligonucleotide primer designated as R2(-13)A12-1 to 
amplify a portion of Legionella pneumophila mip gene. 

SEQ ID NO. 36: Designed oligonucleotide primer designated as R2(-13)A12~2 to 
amplify a portion of Legionella pneumophila mip gene. 

SEQ ID NO. 37: Designed oligonucleotide PCR primer designated as 
c-Ki~ras/12F to amplify a portion of human c-Ki~ras2 gene. 
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SEQ ID NO. 38: Designed oligonucleotide PCR primer designated as rasTIR to 
amplify a portion of human c-Ki~ras2 gene. 

SEQ ID NO. 39: Designed oligonucleotide PCR primer designated as rasT14F to 
amplify a portion of human c-Ki~ras2 gene. 

SEQ ID NO. 40: Designed oligonucleotide PCR primer designated as rasT4R to 
amplify a portion of human c-Ki~ras2 gene. 

SEQ ID NO. 41: Designed chimeric oligonucleotide primer designated as 
c-Ki-ras/12FN3 to amplify a portion of human c-Ki-ras2 gene, "nucleotides 18 to 
20 are ribonucleotide- other nucleotides are deoxyribonucleotides." 

SEQ ID NO. 42: Designed chimeric oligonucleotide primer designated as 
c-Ki~ras/12RN3 to amplify a portion of human human c~Ki-ras2 gene, "nucleotides 
18 to 20 are ribonucleotide- other nucleotides are deoxyribonucleotides." 

SEQ ID NO. 43: Designed oligonucleotide primer designated as PJDBF to amplify 
a portion of Neisseria gonorrhoeae cppB gene. 

SEQ ID NO. 44: Designed oligonucleotide primer designated as PJDBR to amplify 
a portion of Neisseria gonorrhoeae cppB gene. 

SEQ ID NO. 45: Designed chimeric oligonucleotide primer designated as 
PJDB0FN3 to amplify a portion of Neisseria gonorrhoeae cppB gene, "nucleotides 
18 to 20 are ribonucleotide- other nucleotides are deoxyribonucleotides." 

SEQ ID NO. 46: Designed chimeric oligonucleotide primer designated as 
PJDB0RN3 to amplify a portion of Neisseria gonorrhoeae cppB gene, "nucleotides 
15 to 17 are ribonucleotide- other nucleotides are deoxyribonucleotides." 

SEQ ID NO. 47: Designed oligonucleotide primer designated as A6-215R to 
amplify a portion of SARS coronavirus genome. 

SEQ ID NO. 48: Designed oligonucleotide primer designated as A9-215R to 
amplify a portion of SARS coronavirus genome. 

SEQ ID NO. 49: Designed oligonucleotide primer designated as A18-205R to 
amplify a portion of SARS coronavirus genome. 



WO 2005/056790 57 PCT/JP2004/018137 



